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Sample sources and urine sample preparation for 96FASP. Urine samples ranging from 20 to 50 ml from the T1D study were neutralized with Tris-HCl buffer (1M, pH 7.8) and subjected to centrifugation at 3000 × g for 15 minutes at 10°C. The supernatant (soluble fraction) was transferred to an Amicon Ultra-15 centrifugal filter device (10 kDa MWCO, Fisher Scientific) and concentrated at 3000 × g to a volume of ~1.0 ml. Total protein quantities in urine concentrates (UC) were measured using the Bradford Protein Assay Kit (Bio-Rad, CA). Urine samples from the UTI study were stored at 4°C for maximally 6 hours after collection and subjected to centrifugation at 3000 × g for 15 minutes. A soluble and a urinary pellet fraction were collected from each specimen. The pellet fraction was washed with ~1.5 ml PBS, and fractions were stored at -80°C. A small aliquot was retained for SDS-PAGE analysis: to estimate the protein amount in a urinary pellet, the aliquot was re-suspended in PBS, solubilized with an equal volume of a solution of 3% SDS (w/v), 10% mercaptoethanol and 30% glycerol (pH 7.8) and
boiled for 3 min at 95°C to denature and solubilize all proteins. After electrophoresis, the SDS-PAGE gel (4-12%T polyacrylamide) was stained with Coomassie Brilliant Blue G250 dye.
Protein amounts were estimated by comparison of staining intensities in the lane with a protein band of 2 µg BSA derived from the same gel. The soluble urine fraction was processed as described in the previous paragraph, obtaining a UC sample that was used to examine 96FASP experiment repeatability.
Sample processing in 96-well filter plates. The filter plate used here contains cellulose membrane filters with a 10 kDa MWCO (MultiScreen Ultracel-10; catalogue number: MAUF01010; Millipore). From here on, we refer to this filter plate as the 96FASP plate. We are not aware of other 96-well filter plate products in a MW range for large molecule enrichment.
Aliquots of UC samples (10~50 µg protein) were boiled with 1% SDS (w/v) and 50 mM DTT at 95°C for 10 minutes. Aliquots of urinary pellet samples re-suspended with a small volume of PBS were lysed in 8M Urea, 1% SDS, 5 mM EDTA and 50 mM DTT (USED solution) in a volume ratio of 1:6. The minimal volume was 100 µl. Incubation at 20°C for 30 min was interrupted by a few bursts of vortexing and followed by sonication at amplitude 6 with six 30sec cycles and intermittent 45-sec cooling (Misonex Sonicator 3000 Cell Disruptor) in an icewater bath. The urinary pellet lysates were left at 20°C for 10 min and centrifuged at 16,000 × g for 10 min. Lysate supernatants referred to as UP samples from here on (or the UC samples) were loaded into the wells of the 96FASP plate followed by standard FASP procedures 1 ). The average of shared peptide identifications was 82.2% (± 0.9, SD; n=5), the average of shared protein group identifications was 75.9% (± 1.5). (C) Ten scatter plots showing correlations of protein quantities between 96-well replicates using the label-free quantitation (LFQ) tool in MaxQuant that measures MS 1 peak intensities (see methods for details). Calculated R values (Pearson correlation) are shown in each plot. The protein groups that do not have LFQ values are not included in the analysis. Figure 2 ) from the two plates were used. The R value was 0.967, suggesting that the plate-to-plate (or batch-to-batch) variability of the 96FASP method is small. . DAVID Bioinformatics Resources (version 6.7) 4 provide batch annotation and GO term enrichment analysis to highlight the most relevant GO terms associated with a given gene/protein list. As to the UTI urinary proteome (in total, 2,339 proteins) examined in this study, 1,200 proteins were annotated by GO BP (in the Reference urinary proteome, 2,066 proteins were annotated by GO BP). Only terms of p value < 0.001 were considered as significant enrichment. Since this urinary proteome is derived from a urine sample of a human subject with UTI symptoms, acute inflammatory responses and response to wound healing stand out as over-represented terms in our UC sample enrichment was not unexpected. Thus, our UC sample reveals biological features of inflammation.
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Figure S-8. The LFQ intensities of the quantified protein among all five UTI subjects, 340 in total, were plotted against each other. The Pearson correlation R values are indicated in the plots. The correlation between subject #69 and #85 seems to have high R value (0.911), suggesting the similar profile of proteome pattern, which is probably because of the similar pathogen infections (as shown in Supporting Information Table S-3) .
